We previously reported that lower systemic antioxidant capacity is involved in primary open-angle glaucoma (poAG) and exfoliation syndrome pathogeneses as measured by ferric-reducing activity. In the present study, we measured hydroxylinoleate (HoDe) and hydroxyarachidonate (Hete) isomer serum levels after sample reduction and saponification to investigate POAG pathogenesis. poAG patients (n = 198) were recruited and divided into normal-and high-tension glaucoma groups (n = 84 and 114, respectively) depending on intraocular pressure. Total HODE (/linoleic acid) and HETE (/arachidonic acid) serum levels were significantly higher in the POAG group (211.9 ± 143.0 and 181.0 ± 164.1 µmol/mol, respectively) than in controls (167.1 ± 105.2 and 132.5 ± 139.7 µmol/mol, p = 0.0025 and 0.0101, respectively). The associations between HODEs/HETEs and glaucoma were further confirmed by multivariate analyses after adjusting for differences in demographic parameters. Among the HODE isomers, the levels of 9-and 13-(Z,E)-HODEs (p = 0.0014) and singlet oxygen-specific products (i.e., 10-and 12-(Z,E)-HODEs, p = 0.0345) were higher in the POAG group than in controls, while free radical-mediated oxidation-specific products (i.e., 9-and 13-(E,E)-HODEs, p = 0.0557) demonstrated a marginal difference. Enzymatic and singlet oxygen-mediated fatty acid oxidation may be major pathways of oxidation process in glaucoma subjects.
We previously reported that lower systemic antioxidant capacity is involved in primary open-angle glaucoma (poAG) and exfoliation syndrome pathogeneses as measured by ferric-reducing activity.
In the present study, we measured hydroxylinoleate (HoDe) and hydroxyarachidonate (Hete) isomer serum levels after sample reduction and saponification to investigate POAG pathogenesis. poAG patients (n = 198) were recruited and divided into normal-and high-tension glaucoma groups (n = 84 and 114, respectively) depending on intraocular pressure. Total HODE (/linoleic acid) and HETE (/arachidonic acid) serum levels were significantly higher in the POAG group (211.9 ± 143.0 and 181.0 ± 164.1 µmol/mol, respectively) than in controls (167.1 ± 105.2 and 132.5 ± 139.7 µmol/mol, p = 0.0025 and 0.0101, respectively). The associations between HODEs/HETEs and glaucoma were further confirmed by multivariate analyses after adjusting for differences in demographic parameters. Among the HODE isomers, the levels of 9-and 13-(Z,E)-HODEs (p = 0.0014) and singlet oxygen-specific products (i.e., 10-and 12-(Z,E)-HODEs, p = 0.0345) were higher in the POAG group than in controls, while free radical-mediated oxidation-specific products (i.e., 9-and 13-(E,E)-HODEs, p = 0.0557) demonstrated a marginal difference. Enzymatic and singlet oxygen-mediated fatty acid oxidation may be major pathways of oxidation process in glaucoma subjects.
We proposed totally assessed hydroxylinoleates (HODEs) from biological samples as biomarkers for investigations of pathogenesis, disease progression, and prognosis [1] [2] [3] [4] . Furthermore, they can provide information on the effectiveness of functional factors in foods for the prevention of diseases. The advantage of measuring oxidation products of linoleates is that they are the most abundant polyunsaturated fatty acids in vivo and their oxidation proceeds by a straightforward mechanism that yields much simpler products than arachidonates and more highly unsaturated fatty acids such as docosahexaenoates 5 . Hydroperoxy octadecadienoates (HPODEs), derived from linoleates, are primary products obtained by simple mechanisms from abundant parent lipids in vivo. The absolute concentrations of lipid hydroperoxides in vivo are considered minimal since they are substrates of many enzymes such as glutathione peroxidases and phospholipases. In such cases, the stable oxidation products are HODEs. Our method for measuring totally assessed HODE is characterized by the reduction and saponification of samples beforehand. By this method, we can measure the ester and free forms of hydroperoxides and hydroxides as HODE. H(P)ODEs are formed by a radical-mediated oxidation mechanism that consists of four isomers ( Fig. 1 
): 13-(Z,E)-H(P)ODE, 13-(E,E)-H(P)ODE, 9-(E,Z)-H(P)ODE, and 9-(E,E)-H(P)ODE. Little 11-H(P)ODE
. There are some reports that describe the formation of singlet oxygen in vivo. For example, singlet oxygen is formed by the Russell mechanism, the coupling of peroxyl radicals, and from the reaction of hydroperoxides with metal ions, HOCl, peroxynitrite, and cytochrome c 8 . Other works showed Type I and Type II photooxidation mechanisms in the presence of photosensitizers [9] [10] [11] [12] [13] . The implications of using HODEs and hydroxyarachidonates (HETEs) as biomarkers for detecting early-stage diseases were reviewed previously 6 . Among them, the usefulness for detecting the risk of diabetes is striking 7, 14 . Glaucoma is characterized as progressive glaucomatous optic neuropathy leading to visual field loss. It is a cause of irreversible blindness worldwide [15] [16] [17] . The death of retinal ganglion cells (RGCs) and RGC axon loss cause glaucomatous optic neuropathy, in which elevated intraocular pressure (IOP) is the primary risk factor 15 . The IOP in patients with primary open-angle glaucoma (POAG) increases because of reduced aqueous humour outflow at the trabecular meshwork (TM) 18 . Treatment using hydrogen peroxide affects the cytoskeletal structure and cell-matrix interactions in TM cells 19 ; depletion of glutathione and hydrogen peroxide treatment decrease TM outflow facility 20 . Various oxidative stresses have been reported to induce RGC death in experimental studies 21, 22 ; free-radical scavengers prevent glaucomatous tissue injury, specifically, glutamate-and IOP-induced RGC death 23, 24 . Evidence suggests that oxidative stress is involved in IOP elevation and RGC loss in POAG and in POAG without marked IOP elevation such as in normal-tension glaucoma (NTG). We previously reported lower systemic antioxidant capacity measured by ferric-reducing activity in patients with POAG and glaucoma secondary to exfoliation syndrome compared with controls 17 . We also have shown that lower systemic antioxidant capacity measured by ferric-reducing activity was associated with higher IOP and more severe visual field damage in open-angle glaucoma in a comprehensive assessment 25, 26 . In the present study, we investigated the involvement of oxidative stress in this disease by using our own proposed oxidative stress marker HODEs and HETEs quantitatively.
Results
Demographic data. Table 1 shows the demographic data of the subjects in this study. As shown, the IOP on the blood sampling day and highest IOP recorded in the POAG group were significantly higher than those in the control (CT) group (p < 0.0492 and p < 0.0001, respectively). We divided the POAG group into the NTG and high-tension glaucoma (HTG) groups depending on the IOP. The IOP on the blood sampling day and highest IOP recorded in the HTG group were significantly higher than those in the CT and NTG groups (p < 0.0001 for all comparison pairs). Other than these factors, age, sex, diastolic blood pressure (DBP), and diabetes status were different in at least one pair of comparisons among the CT, NTG, and HTG groups. Comparison between CT and POAG groups by using Mann-Whitney U test for continuous data and by using Fisher's exact probability test for categorical data. The * and ** correspond to the significance levels at 5% (P < 0.05) and 1% (P < 0.01), respectively.
b Comparison among CT, NTG, and HTG groups by using Kruskal Wallis Test for continuous data and by using G test for categorical data. The * and ** correspond to the significance levels at 5% (P < 0.05) and 1% (P < 0.01), respectively. Comparison between either pairs of CT, NTG, or HTG groups by using post-hoc Mann-Whitney U test for continuous data and by using Fisher's exact probability test for categorical data. The # and ## correspond to the significance levels at 5% (P < 0.0167) and 1% (P < 0.0033), respectively, by Bonferroni correction for multiple comparisons. CT, control; POAG, primary open angle glaucoma; HTG, high tension glaucoma; NTG, normal tension glaucoma; SBP, systolic blood pressure; DBP, diastolic blood pressure; IOP, intraocular pressure. serum levels of HoDes and Hetes in the Ct and poAG groups. We measured serum levels of oxidative stress markers, HODEs, and HETEs together with their parent molecules, LAs and arachidonic acids (AAs), respectively, especially focusing on the isomer distributions. All results are summarized in Table 2 . As shown, the total HODE (t-HODE) and total HETE (t-HETE) serum levels in the POAG group were significantly higher than those in the CT group (p = 0.0025 and 0.0101, respectively). For each HODE isomer, 9-and 13-(Z,E)-HODEs/LA, which are yielded by enzymatic, free radical, and singlet oxygen-mediated oxidation, demonstrated higher levels in the POAG group than in the CT group (p = 0.0014-0.0041). On the other hand, the 9-and 13-(E,E)-HODE/ LA, which are yielded by free radical-mediated oxidation, were only marginally or non-significantly different between the POAG and CT groups (p = 0.0381-0.0874). The 10-and 12-(Z,E)-HODEs, which are singlet oxygen-specific products, were significantly higher in the POAG group than in the CT group (p = 0.0238-0.0345). An important observation is that the levels of 9-and 13-(Z,E)-HODEs/LA were one hundred times higher than those of 10-and 12-(Z,E)-HODEs/LA in both the CT and POAG groups. Singlet oxygen results in equal amounts of 9-, 10-, 12-, and 13-(Z,E)-HODEs. These data suggest that the dramatic increases in the levels of the 9-and 13-(Z,E)-HODEs/LA in the POAG group compared with the CT group were due to enzymatic oxidation, which is usually attributed to adaptive oxidation yielding physiological compounds such as prostaglandin. The levels of 5-, 12-, and 15-HETEs/AA in the POAG group were significantly higher than those in the CT group (p = 0.0051-0.0166) although this observation does not lead to a mechanistic discussion since these HETEs are formed by three common mechanisms of oxidation. In the subgroup analysis among the CT, NTG, and HTG groups, all oxidation markers showed significant differences between the HTG and CT groups, while no oxidation marker showed a difference between the NTG and CT groups. Distributions of t-HODE/LA levels in the CT, NTG, and HTG groups are shown in Fig. 2 . As shown, among the groups, levels are highest in the HTG group in subjects with t-HODE/LA levels exceeding 300 µmol/mol.
Possible correlations between systemic HODEs/HETEs and clinical parameters. We further
analysed correlations between oxidation markers and clinical parameters to specify oxidation mechanisms. Among the various demographic parameters, we selected age, sex, diabetes status, DBP, and IOPs (IOP on the blood sampling day and the highest IOP recorded) for analyses since these items were different between the CT and glaucoma groups (Table 3 ). In the univariate analyses, as shown in Table 3 , a young age, the male sex, the absence of diabetes, a higher DBP, and higher IOPs were associated with higher HODEs/HETEs. It seems characteristic that the 10-and 12-(Z,E)-HODEs were associated with the IOPs with the highest significance among the various HODEs/HETEs. After adjustment for differences in demographic parameters between the CT and POAG groups by multiple regression analyses, as shown in Table 4 , the highest IOP recorded and 9-(Z,E)-HODE, 13-(Z,E)-HODE, t-HODE, 15-HETE, and t-HETE were associated with the presence of glaucoma, whereas the effects of age, sex, diabetes status, and DBP disappeared.
Discussion
Our method to measure HODE isomers is to assess them directly by high-performance liquid chromatography tandem mass spectrometry (HPLC-MS/MS) after saponification and reduction of the biological samples. Using this protocol, large amounts of oxidation products from linoleates are quantitatively assessed. The advantage of measuring HODEs as oxidative stress markers is that we can understand the oxidative mechanism in diseases by the distribution of their isomers. The standardization of their absolute values by their parent molecules' linoleates is another advantage for comparisons among individuals. As shown in Fig. 1 , four isomers of 9-and 13-(Z,E) and (E,E)-HODEs are yielded by free radical-mediated oxidation from the reduction of corresponding hydroperoxides (HPODEs) 6 . Singlet oxygen also produces four isomers of 9-, 10-, 12-, and 13-(Z,E)-HODEs by the reduction of the corresponding HPODEs. Only enzymes such as 15-lipoxygenase are known to yield 9-and 13-(Z,E)-HPODEs in in vivo enzymatic oxidation leading to the corresponding 9-and 13-(Z,E)-HODEs. Accordingly, 10-and 12-(Z,E)-HODEs are specific products from singlet oxygen while 9-and 13-(E,E)-HODEs are free radical-specific ones. The amounts from the subtraction of 9-and 13-(E,E)-HODEs and 10-and 12-(Z,E)-HODEs from 9-and 13-(Z,E)-HODEs are attributed to enzymatic oxidation in vivo. This study (Table 2) together with others suggest that singlet oxygen-mediated oxidation was minimal at less than one-fold in magnitude in vivo; especially, measured plasma levels and the levels of free radical-mediated oxidation were also lower than those of enzymatic oxidation.
We found that several HODEs/HETE were higher in the POAG group than in the CT group. We and other investigators previously reported significantly lower systemic antioxidant capacity in blood samples from patients with POAG compared with controls [17] [18] [19] [20] [21] [22] [23] [24] [25] [26] [27] . Collectively, systemic changes in the oxidation/reduction balance were additionally confirmed in patients with glaucoma. The most important observation we made was that the serum levels of 9-and 13-(Z,E)-HODEs/LA in the POAG group were much higher than those in the CT group whereas the levels of 9-and 13-(E,E)-HODEs did not show the same results. These observations regarding the associations between 9-and 13-(Z,E)-HODEs and glaucoma were further confirmed in multivariate analyses (Table 4) . These observations allow us to speculate on oxidation mechanisms in glaucoma subjects; that is, the significant difference between the POAG and CT groups was attributed to the difference in the amount of enzymatic oxidation. The down-regulation of activities in antioxidant enzymes such as glutathione peroxidase, superoxide dismutase, and catalase was reported in blood samples from patients with glaucoma [28] [29] [30] . Enzymatic oxidation is usually observed by an adaptive response in vivo 6 ; thus, the down-regulation of antioxidant enzymes and/or the up-regulations of oxidant enzymes should be associated with higher levels of 9-and 13-(Z,E)-HODEs/LA in the POAG group in our study. In our previous comparative study between CT and POAG groups, we did not find any significant difference in serum levels of lipid peroxides that were measured by diacron reactive oxygen 17 , suggesting the possible specific involvement of these fatty acid metabolites (i.e., HODEs/HETEs) in the pathogenesis of glaucoma.
The differences in HODEs/HETEs levels between the CT and POAG groups were observed more remarkably in the HTG group than in the NTG group (Table 2 ). In multiple regression analyses, previous evidence suggested that oxidative stress was involved in glaucoma pathogenesis via its effects on IOP elevation in HTG and via its effects on RGC loss in POAG (i.e., HTG and NTG) [18] [19] [20] [21] [22] [23] [24] . We previously reported a significant correlation between lower systemic antioxidant levels and higher IOPs in subjects with glaucoma 27 . Collectively, the current results suggest that increased systemic oxidative stress markers are related more closely to IOP elevation than to neuronal damage. Interestingly, the serum levels of 10-and 12-(Z,E)-HODEs/LA were strongly correlated with the IOP (Table 3) , which is one of the indexes of glaucoma severity that originates in TM cell dysfunction. One possible way of yielding singlet oxygen is by Type II photooxidation when a sensitizer is present in the vicinity of the reaction milieu, like in a cataract related to the photosensitization of tryptophan residues of human γD-crystallin 31 . The specific sites of oxidation have not been determined since sunlight may not reach TM cells Thus, the excretion and circulation of HODE formed in the eyes have not been determined yet; however, our previous observation correspond to the significance levels at 5% (P < 0.05) and 1% (P < 0.01), respectively. Comparison between either pairs of CT, NTG, or HTG groups by using post-hoc Mann-Whitney U test. The # and ## correspond to the significance levels at 5% (P < 0.0167) and 1% (P < 0.0033), respectively, by Bonferroni correction for multiple comparisons. CT, control; POAG, primary open angle glaucoma; HTG, high tension glaucoma; NTG, normal tension glaucoma; HODE, hydroxylinoleates, LA, linoleic acid; t-HODE, total HODE; HETE, hydroxyarachidonates; AA, arachidonic acid; t-HETE, total HETE. suggested that HODE levels in the brain and spinal cord were reflected well by plasma levels 32, 33 . Other studies have tested the statuses of systemic and local redox simultaneously and suggested that changes in systemic oxidant and antioxidant levels can reflect the local redox status 26, 34, 35 . We have reported previously that the plasma levels of 10-and 12-HODEs correlated significantly with a risk index for impaired glucose tolerance and insulin resistance and that they can be useful tools as biomarkers to detect early-stage diabetes 7, 8, 36 . In this case, we speculate that they are produced in vivo by the reaction between hydrogen peroxide and hypochlorite derived from myeloperoxidase. The latter is secreted by activated phagocytes 37, 38 or by eosinophils through a peroxidase-catalysed mechanism 39, 40 . The significance of the possible up-regulation of 10-and 12-(Z,E)-HODEs in POAG disappeared in multivariate analyses ( Table 4 ), suggesting that these might be specific markers of IOP elevation rather than the markers of glaucoma itself, although this hypothesis requires further assessment.
It was shown that evidence-based biomarkers were useful for proposing the effectiveness of antioxidants and other functional factors for the prevention of diseases 41, 42 . Together with previous work, the present study may lead to the elucidation of oxidant/antioxidant statuses in vivo and to the proposal of a protective effect against glaucoma 15, 17 .
Methods
Materials. Lipid-peroxidation products such as 8-iso-prostaglandin F 2α (isoP), isoP-d 4 , 5-hydroxyeicosa-6E,8Z,11Z,14Z-tetraenoic acid (5-HETE), 12-hydroxyeicosa-5Z,8Z,10E,14Z-tetraenoic acid (12-HETE), and 15-hydroxyeicosa-5Z,8Z,11Z,13E-tetraenoic acid (15-HETE) were obtained from Cayman Chemical Company (Ann Arbor, MI, USA); 13-hydroxy-9Z,11E-octadecadienoic acid (13-Z,E-HODE), 9-hydroxy-10E,12Z-octadecadienoic acid (9-E,Z-HODE), 13-hydroxy-9E,11E-octadecadienoic acid (13-E,E-HODE), 9-hydroxy-10E,12E-octadecadienoic acid (9-E,E-HODE), 10-hydroxy-8E,12Z-octadecadienoic acid (10-Z,E-HODE), 12-hydroxy-9Z,13E-octadecadienoic acid (12-Z,E-HODE), and 13S-hydroxy-10E,12Z-octadecadienoic-9,10,12,13-d4 acid (13-HODE-d 4 ) were obtained from Larodan Fine Chemicals (Malmo, Sweden); and LA and AA were obtained from Sigma-Aldrich (St. Louis, MO, USA). Other materials were of the highest commercially available grade.
Subjects.
A total of 317 Japanese subjects comprised the POAG (n = 198) and non-glaucomatous CT (n = 119) groups. These subjects were recruited consecutively at Shimane University Hospital and Iinan Hospital, Shimane, Japan as described previously 17, 25, 27 . All measurements of oxidative stress markers were conducted at the National Institute of Advanced Industrial Science and Technology. The current study adhered to the tenets of the Declaration of Helsinki. The institutional review boards of Shimane University Hospital, Iinan Hospital, and the National Institute of Advanced Industrial Science and Technology reviewed and approved the research. All subjects provided written informed consent. All subjects underwent ophthalmologic examinations including measurements of best-corrected visual acuity (VA) and IOP by Goldmann applanation tonometry and slit-lamp, gonioscopic, and funduscopic examinations under pupillary dilatation. POAG was diagnosed based on the presence of an open iridocorneal angle bilaterally, the characteristic appearance of glaucomatous optic neuropathy such as enlargement of the optic disc cup or focal thinning of the neuroretinal rim, corresponding visual field defects identified using the Humphrey Visual Field Analyzer (Carl Zeiss Meditec, Dublin, CA) in at least one eye, and no evidence of secondary glaucoma bilaterally. In the POAG group, 114 subjects with a history of an Table 3 . Correlation between serum HODEs/HETEs levels and demographic subjects data. The correlation coefficient (r) and P values are calculated by Spearman's rank correlation test. * P < 0.05, ** P < 0.01.
Scientific RepoRts | (2019) 9:2171 | https://doi.org/10.1038/s41598-018-36952-6 untreated IOP of 21 mmHg or higher in at least one eye were considered to have HTG and the other 84 subjects who did not have a history of an untreated IOP of 21 mmHg or higher were considered to have NTG. The CT subjects had a corrected VA of 0.7 or better measured in both eyes using a decimal VA chart, and no glaucomatous optic neuropathy or history of an IOP of 21 mmHg or higher. Except for a cataract and/or glaucoma, no subjects had ocular pathologies such as clinically detectable ocular inflammation, infection, neuropathies, retinopathies, or maculopathies.
Recording clinical parameters and blood sample processing. To avoid the possible confounding effect of systemic diseases, the subjects were questioned about their histories of severe systemic diseases during interviews before enrolment in the study. These diseases included acute brain infarction and haemorrhage, systemic neurologic diseases, cardiac diseases requiring catheter placement or surgery, cardiac failure and other systemic diseases affecting the subjects' physical activity, lung diseases causing dyspnoea, chronic and acute hepatitis requiring interferon therapy, liver cirrhosis, renal failure requiring haemodialysis, autoimmune diseases requiring systemic steroids and other immunosuppressive therapies, severe anaemia requiring blood transfusions, major visceral surgery, malignancies, severe hypertension causing cardiac and kidney failure, and severe diabetes requiring insulin therapy. In addition to a history of severe systemic diseases, to adjust for the possible confounding effects of other factors such as differences in nutrition, blood pressure, blood glucose, and smoking habits, the presence or absence of diabetes, current smoking status, and time since the last meal, systolic blood pressure (SBP), DBP, and pulse rate were recorded before blood samples were collected. The highest known IOP measured on the day of sample collection or the highest previously measured IOP recorded in the medical charts also was collected. Venous blood specimens were collected from the antecubital vein into evacuated tubes. Serum samples obtained by centrifugation of the collected venous blood were stored at −80 °C until analysis. During all handling procedures, including transportation from the clinical setting to the laboratory and centrifugation, the temperature was maintained at 4 °C.
Analysis of oxidative stress markers. The levels of HODEs, HETEs, and isoP were measured as described previously 3 with slight modifications. The parent molecules-i.e., LAs and AAs-were detected using the same protocol. Briefly, 200 μL of plasma was mixed with 300 μL of saline and 500 μL of methanol containing the internal standards 8-iso-PGF 2α -d 4 and 13-HODE-d 4 , and 100 μM of butylated hydroxytoluene was added to the samples. This was followed by hydroperoxide reduction using an excess of triphenylphosphine and saponification with 1 M KOH in methanol. The mixture was acidified with 10% acetic acid in water and extracted with chloroform and ethyl acetate. An aliquot of the sample was analysed by liquid chromatography/tandem mass spectrometry (LC-MS/MS) on a TSQ Quantum Access Max system (Thermo Fisher Scientific, Waltham, MA, USA). The Dionex Ultimate 3000 system (Thermo Fisher Scientific) used for HPLC consisted of an HPG-3400 RS pump, WPS-3000 TPL RS Well Plate autosampler, and TCC-3000 RS column compartment equipped with a Hypersil Gold ODS column (3.0 μm, 100 × 2.1 mm; Thermo Fisher Scientific) set at 40 °C. Elution was performed using a gradient of solvent A (2 mM ammonium acetate in water) and solvent B (methanol:acetonitrile = 5:95) at a flow rate of 0.2 mL/min. The initial gradient composition was 80% A and 20% B. The composition was changed to 79% A and 21% B for 10 min and then to 0% A and 100% B for 45 min. Electrospray ionization was performed at a needle voltage of 3.0 kV. Nitrogen was used as the sheath gas (50 psi) and auxiliary gas (10 units). The capillary was heated to 300 °C and the mass spectrometer was optimized for maximum sensitivity. A specific precursor-to-product ion transition was achieved by monitoring selected reactions after collision-induced dissociation in negative mode. Argon was used as the collision gas, and the collision cell pressure was 1. . All continuous data are expressed as the mean ± standard deviation. For comparisons between the CT and POAG groups, the Mann-Whitney U test was used for continuous variables including age, SBP, DBP, pulse rate, time from the last meal, IOP on the blood sampling day, highest IOP recorded, and various oxidative stress makers (HODEs, HETEs). Fisher's exact probability test was used for categorical variables including sex, diabetes status, and current smoking habits. For comparisons between the CT, NTG, and HTG groups, the Kruskal-Wallis test followed by the post hoc Mann-Whitney U test were used for continuous variables, and the G-test followed by the post hoc Fisher's exact probability test were used for categorical variables. Possible correlations between demographic data and various oxidative stress markers were assessed by Spearman's rank correlation test. To adjust for differences in demographic data between the groups, associations between glaucoma and oxidative stress markers were tested using multiple logistic regression analyses with CT/POAG set as dependent variables and six demographic factors (age, sex, DBP, diabetes, IOP on the blood sampling day, and the highest IOP recorded) and each of the oxidative stress makers (HODEs, HETEs) were set as independent variables. P-values of 0.0167 and 0.0033 were considered significant at levels of 5% and 1%, respectively, by the Bonferroni correction for three-group comparisons; otherwise, a p-value of 0.05 was considered statistically significant.
